Proteins that are part of large protein complexes depend on the Ran protein gradient for nuclear import. HeLa cells were treated with NTF2 siRNA to disrupt the Ran gradient, and Fn/Fc values of the indicated proteins were plotted as a function of Ran Fn/Fc. (A and B) Tip60 in control siRNA (siControl; n = 59) and siNTF2 cells (n = 56). Spearman P < 0.0001 for collated control siRNA and siNTF2 data. (C and D) p400 in control siRNA (n = 58) and siNTF2 cells (n = 52). Spearman P < 0.0001 for collated control siRNA and siNTF2 data. (E and F) Orc2 in control siRNA (n = 67) and siNTF2 cells (n = 54). Spearman P < 0.0001 for collated control siRNA and siNTF2 data. All data are representative of two experiments. Bar, 20 µm. Bar applies to all IF images. Figure S3 . Importin- mediates Tpr import. (A) GST pull-down assay with reticulocyte lysate using immobilized GST and GST-TprNLS. KPNA2 and Importin- were detected by immunoblotting. (B) IF microscopy for endogenous Tpr in cells treated with siRNA to reduce Importin- levels. Bar, 20 µm. (C) Immunoblotting of siRNA-treated cells. The gel sample from cells treated with siRNA to Importin- was overloaded to help estimate knockdown levels. siControl, control siRNA. Figure S4 . Model of Progerin effects on nuclear import. In normal cells (left), the Ran protein gradient (green) facilitates the nuclear import of Tpr and other large protein cargoes. In HGPS, Progerin that is constitutively anchored to the nuclear envelope is transduced as a dominant-negative effect on the Ran system, resulting in disruption of the Fn/Fc Ran protein gradient and defective import of Tpr and other large cargoes. Nuclear levels of Ran in HGPS cells are sufficient for small cargo import. WT, wild type. Georg-August-University of Göttingen, Göttingen, Germany.
